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Figure S1. Chrysotile asbestos effect on cell morphology and EMT marker protein expression
in NuLi-1 cells. NuLi-1 cells were cultured for 96 h without (Ctrl) or with 1 pg/cm® of chrysotile
(Chry). A) Representative microscope images are shown (10x; scale bar = 40 um). B) Expression of
epithelial (E-cadherin, B-catenin) and mesenchymal (a-SMA, vimentin) markers checked by
Western blotting. Tubulin was used as loading control. The image is representative of three
independent experiments giving similar results. C) Densitometry data are presented as the percent

decrease or increase in the protein expression levels vs respective control. Significance vs respective

control: *p<0.0001.
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Figure S2. Chrysotile asbestos effect on cell morphology and EMT marker protein expression

in A549 cells. A549 cells were cultured for 96 h without (Ctrl) or with 5 pg/cm® of chrysotile

(Chry). A) Representative microscope images are shown (10x; scale bar = 40 um). B) Expression of

epithelial (E-cadherin, B-catenin) and mesenchymal (0-SMA, vimentin) markers checked by

Western blotting. Tubulin was used as loading control. The image is representative of three

independent experiments giving similar results. C) Densitometry data are presented as the percent

decrease or increase in the protein expression levels vs respective control. Significance vs respective

control: *p<0.0001.
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Figure S3. Effect of chrysotile asbestos on the production of ROS in BEAS-2B cells. BEAS-2B
cells were incubated for 0, 30 min, 1, 3 and 6 h in the presence (black squares) or absence (white
squares) of 1 pg/cm”® of chrysotile. Cells where then loaded with DCFH-DA and the fluorescence
was measured. Each measurement was performed in duplicate and data are presented as mean +

SEM (n = 3). Significance vs respective control: *p<0.05.
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Figure S4. Neutralizing TGF-p antibody effect in BEAS-2B cells. BEAS-2B cells were cultured
for 72 h in the presence or absence of 5 ng/ml TGF-B blocking antibody (Anti TGF-f Ab).
Expression of epithelial (E-cadherin, B-catenin) and mesenchymal (a-SMA, vimentin) markers was

checked by Western blotting. Tubulin was used as loading control. The image is representative of

three independent experiments giving similar results.
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Figure S5. Chrysotile asbestos effect on the Smad2-dependent pathway in BEAS-2B cells. A)
BEAS-2B cells were incubated in the absence (Ctrl, 6 h) or presence of 1 pg/cm” chrysotile for 30
min (30 m), 1, 3 and 6 h. Smad-2 and p-Smad-2 expression was examined through Western
blotting. Tubulin and TBP were used as loading control for cytosolic and nuclear extracts
respectively. The image is representative of three independent experiments giving similar results. B)
Densitometry data of p-Smad2 accumulation in the nuclei of BEAS-2B cells presented as the
percent increase vs control (Ctrl, 6h). Data are presented as mean + SEM (n = 3). Significance vs

control: *p<0.0001.



